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Dear Maxine, 

Many many thanks for  your let ter dated September 14. 
Poly A 

We have already c o m e r c i a l  samples of poly I ,  poly C 

I n  c9se you have a l ready  s t a r t e d  please l e t  

I have informed Koteswar about  the s t a in fcg  procedure. 
s o l u t i o n s  though s l i g h t l y  viscous are working a l r i g h t  . 

3 > 
and a l t e r n a t e  poly AU. 
type  of a c t i v i t y .  
us have your advice,  
r e p o r t s .  Unfortunately,  however, our u l t r a c e n t r i f u g e  which 
a r r i v e d  about a month ago is n o t  y e t  p u t  into operation, 
soon a s  i t  is working we hope t o  look f o r  similar system in - S.typhfmuriwr. Yes we know that Q.typhfnuriwla HNase I1 is 
extremely thermolabile. do we can easily g e t  r i d  of it. 

So we are  ready to  search f o r  RNase I11 

I am also keeping t rack  of Sehlessinger' s 

As 

Perhaps you have fo rgo t t en  t h a t  w e  use phage p22- 
i n fec t ed  spheroplas t s  as  our s t a r t i n g  m a t e r i a l  for  our HNasc I1 
prepa ra t ion  (B.B.1a.A. ,212, 102, 1970) fo r  two reasons. On 
conversion of c e l l s  to  sphero l as t s  there is loss of considerable  
omomt of HHase I ,  as expee&. Fur ther ,  on in fecc ion  of  these 
spheroplas t s  with phage there i s  s t i l l  som norc lowering. Even 
t h e  i n t a c t  cells on phage i n f e c t i o n  loose some (no t  much, we 
did not  make q u a n t i t a t i v e  measurements) RNase I. We fee l  that 
the enzylrne i s  released due to some type of phys ica l  shock as  a 
r e s u l t  of phage i d s c t i o n .  There is sirril.ar report fn l i terature .  
I n  case you arcs f u r t h e r  i n t e r e s t e d  I & a l l  sand ycu the  
re ference .  

The snzyae RNase I t h a t  gives only 2 bands i s  n o t  
100 fold p u r i r i e d ,  i t  is auout  500-1000 f o l d  p u r i f i e d .  You 
haje missed the point in the r e p o r t  that t h e  enzyme p u r i f i e d  
though our standard procedure (J.Rio.Ghe%. ,*,1133,19 
wds f u r t h e r  purified through phosphocellulose cclugn a 2 ) t h i s  
column eluate gave only two p ro te in  bands. Unfortunately 
iiNase assay on g e l s  1 s  not working i n  our hands. 
experience w i t h  it? Please let u s  know. 

Kava you any 

Our progress  with YINase i s  slow. W i t h  a new col league 
(4loke But ta )  we tried t o  r e p e a t  o w  e a r l i e r  results of having 
mul t ip l e  peaks of HNaser I from DEA3 c e l l u l o s e  column. We get  
2 t o  3 d i s t i n c t  peaks A l l  behaving like RNase I a c t i v i t y  but it 
occurred t o  us t h a t  they may r e p r e s e n t  free RNase and RMase 
bound with t h e  ribosomes. Actually DGAE cel . lulose colunn has 
been used for p u r i f i c a t i o n  of the ribosomes. Since we know 
t h a t  Mg+' is requi red  for t h e  l a t ency  of t h e  enzyme we prepared 
e x t r a c t s  ir; presence and absence of Mg++ . E l u t i o n  p a t t e r n  
v a r i e s  but  m u l t i p l e  peaks are t h e r e  i n  both the  cases. It  is 
unfor tuna te  that the u l t r a c e n t r i f u g e  i s  no t  working. We could 
have then easily solved the problem. Anyway w e  then incubated 
the e x t r a c t s  i n  presence of EDTS to des t roy  t h e  rilaosoaes (we 
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have i n d i r e c t  evidence that RNase I d e s t r o y s  the ribosomes 
Under these condi t ions)  but s t i l l  mul t ip l e  peaks of RNase I 
are obtained. This may be an  a r t i f a c t .  so we are planning 
t o  concent ra te  each peak and put it back on t h e  column to  
f i f id ou t  whether the mul t ip l e  peaks r e a l l y  r e p r e s e n t  m u l t i -  
p l e  forms of HNase I.  You Eentioned about some r e p o r t  on 
s imi l a r  l ine.  W i l l  you kindly send t h e  re ference?  

Another new col league of ours (Khandekar) i s  
searching f o r  phage P22-specific DNase phage-inf’ected - d . t ~ p h i n u r i u m  e x t r a c t s .  H e  i s  using P@-DNA as  subs t r a t e  
Large amount of endonuclease (though i n h i b i t e d  by t R N A )  ani 
another  ~ . ~ c l i  exonuclease type of a c t i v i t y  are c r e a t i n g  
problems. We have, however, i n d i c a t i o n  of i nc rease  of a 
DNase a c t i v i t y  specific for s ing le  stranded DNII. The work 
is however, i n  very preliminary stage. 

I t  i s  now high t i m e  for me t o  plan my t r i p .  So 
please l e t  me have approximate idea about the timing of Gordon 
Research Conference and Cold Spring flarbor neetint. Please 
l e t  me know the name and address of the  person t o  whom t o  
write regarding G.R .C. 

Maharani. i s  exci ted  t o  l e a r n  about the  robe. I am 
always exc i ted  t o  r ece ive  your l e t te r  as it c o n t a i n s  l o t  of 
food for thinking. ;jo boss! please be regular i n  co r re s -  
pondence. 

Raharani j o i n s  with m e  i n  sending our bes t  
r e g a r d s  t o  Dan and love  t o  the  ch i ldren .  

Sincerely yours, 

( D. P. Burma 1 !!+ 


